Abstract: Non-small-cell lung cancer (NSCLC) is a deadly malignancy with a high prevalence worldwide. A reliable biomarker that can predict the prognosis is required to determine the therapeutic strategy. TIP30 was first identified as a tumor suppressor. A number of mechanistic studies indicated that the downregulation of TIP30 enhances the stemness, migration and survival of NSCLC cells. However, the clinical relevance of TIP30 for the prognosis of NSCLC is unknown. From a meta-analysis of public microarray datasets, we showed the upregulation of TIP30 mRNA expression was associated with worse overall survival of NSCLC patients, which contradicted the tumor suppressive role of TIP30. It is worth noting that the TIP30 mRNA expression was not correlated with its protein expression in 15 NSCLC cell lines. The results from the immunohistochemistry of a tissue microarray showed the downregulation of the TIP30 protein expression was associated with a higher risk of metastasis. In addition, the decrease in TIP30 protein was correlated with worse overall and progression-free survival of the NSCLC patients. Multivariate analysis suggested the loss of TIP30 protein was an independent factor to predict the poor prognosis of NSCLC. Our data indicated that TIP30 protein, not mRNA, would be a potential prognostic biomarker of NSCLC.
Introduction
Lung cancer is the most common cause of cancer-related mortality worldwide, and non-small-cell lung cancer (NSCLC) accounts for nearly 80% of these cases [1, 2] . Despite advances in the diagnosis and treatment of NSCLC in recent decades, the prognosis for patients with recurrent or advanced lung cancer remains poor [3, 4] . Therefore, a better understanding of the pathogenesis of NSCLC progression and the identification of valuable prognostic biomarkers to classify the relapse risk for NSCLC patients are eagerly desired.
The 30-kDa Tat-interacting protein (TIP30), also known as HTATIP2 or CC3, was initially identified as a tumor suppressor and is involved in many biological events at various stages of tumor progression, such as tumor initiation, cell proliferation, angiogenesis, metastasis and chemoresistance [5] [6] [7] [8] . TIP30 is frequently downregulated in different cancer types, including hepatocellular carcinoma, colorectal carcinoma, breast cancer, gastric cancer, prostate cancer and lung cancer [4, [9] [10] [11] [12] [13] . The deletion of TIP30 leads to the spontaneous development of lung cancer in mice [14] . The loss function of TIP30 can be regulated by genetic or epigenetic mechanisms and promotes the activation of signaling pathways that contribute to cell proliferation, survival and mobility [15] [16] [17] .
The possible mechanisms of TIP30-regulated disease progression and metastasis have been demonstrated in cell and animal models [18] . TIP30 may inhibit tumor growth through the suppression of cyclin D1 transcription [5] . The decrease of TIP30 expression promotes the nuclear translocation of Snail, which leads to an epithelial-mesenchymal transition and the distant metastasis of lung cancer cells [19] . In addition, the reduction of TIP30 potentiates lipid metabolism and the proliferation of hepatocellular carcinoma cells [20] . Accordingly, TIP30 has been considered as a biomarker to predict the therapeutic outcome of cancer patients [21, 22] .
Genome-wide cDNA microarray and high-throughput sequencing have been widely used to generate extensive gene expression profiles of tumors in different cancer types. By using these mRNA expression-based approaches, a large number of prognostic biomarkers or signatures in lung cancer have been suggested, but most of them have minimal routine clinical application [23] [24] [25] [26] [27] [28] . Some biomarkers were discovered according to their clinical relevance, but there was a lack of rigorous experimental evidence to demonstrate the cause-and-effect relationships. On the other hand, the association between biomarker levels and disease progression is not consistent in different cohorts, which may be due to the small number of cases or different probes used in the assay. In view of these limitations, a more comprehensive and in-depth understanding of biomarkers in terms of their biological process and clinical significance is necessary.
Although TIP30 has been considered a prognostic biomarker for some cancer types, the association between TIP30 expression and disease progression in NSCLC is unknown. It has been shown that the TIP30 protein expression was inversely correlated with lymph node metastasis in lung adenocarcinoma patients [29] . Thus, we hypothesized that the TIP30 expression level may predict the prognosis of NSCLC patients. We performed a meta-analysis of the publicly available microarray datasets to investigate the relationship between the TIP30 mRNA expression level and the clinical prognosis in NSCLC patients. In addition, we studied the correlation of the TIP30 protein expression level with the clinicopathological features in a tissue microarray, which consisted of tumor specimens from 113 NSCLC patients. Our results suggested that the TIP30 protein expression level, but not mRNA expression level, was negatively correlated with the progression-free and overall survival of NSCLC patients.
Materials and Methods

Data Extraction from PrognoScan Database and Methodological Assessment
The associations between the TIP30 mRNA expression levels and the prognosis of NSCLC patients were obtained from the PrognoScan database. PrognoScan is a large collection of publicly available cancer microarray datasets with clinical information, and is also a tool for evaluating the relationship between gene expression and prognosis [30] . It is publicly accessible at http://dna00.bio.kyutech.ac. jp/PrognoScan/ [31] . Human TIP30 (HTATIP2) gene was input as a query and the data were collected for meta-analysis. The meta-analysis was performed using the RevMan 5 software provided by the Cochrane Collaboration, available at: https://community.cochrane.org/help/tools-and-software/ revman-5/revman-5-download [32] . We used the hazard ratio (HR) value to evaluate the relationship between the TIP30 mRNA level and the relapse-free or overall survival of the patients. P < 0.05 was considered as a significant difference. The I 2 test was used to examine the heterogeneity between each study. The human squamous cell carcinoma cell lines, H157 and H520, adenocarcinoma cell lines H358,  H441, H928, H1355, PC9, PC14, CL1-0 and CL1-5 and large-cell carcinoma cell lines H460, H661, H1299 and PC13 were cultured in Roswell Park Memorial Institute (RPMI) 1640 medium supplemented with 10% fetal bovine serum, 100 U/mL penicillin and 100 µg/mL streptomycin (Gibco, Grand Island, NY, USA). The human adenocarcinoma cell line, A549, was cultured in Dulbecco's modified Eagle medium (DMEM). The medium was supplemented with 10% fetal bovine serum, 100 U/mL penicillin and 100 µg/mL streptomycin (Gibco). All the cell lines were incubated in 5% CO 2 in a 37 • C incubator. All cell lines were confirmed to be mycoplasma-negative by DNA staining. The human NSCLC cell lines A549, H157, H358, H441, H460, H520, H661, H1299, H1355 were purchased from American Type Culture Collection (Manassas, VA, USA). The H928, PC9, PC13, PC14, CL1-0, CL1-5 cell lines were a kind gift from Dr. Michael Hsiao (Genomics Research Center, Academia Sinica, Taipei, Taiwan). 
Cell Culture
Western Blot Analysis
The cells were harvested and lysed in RIPA buffer containing a protease inhibitor cocktail (Roche, Mannheim, Germany). The protein concentrations were determined using a Bio-Rad DC protein assay kit (Bio-Rad, Hercules, CA, USA). Subsequently, 20 µg of total protein was loaded onto a 10% sodium dodecyl sulfate (SDS)-polyacrylamide gel for electrophoresis and transferred to a polyvinylidene difluoride (PVDF) membrane. The protein was identified by incubating the membrane with primary antibodies followed by horseradish peroxidase-conjugated secondary antibodies and an enhanced chemiluminescence solution (NEN Life Science, Boston, MA, USA). The following antibodies were used in this study: anti-TIP30 (Genetex, Irvine, CA, USA) and anti-Actin (Sigma, St. Louis, MO, USA).
Tissue Microarray
The tissue microarray (TMA-38AB) consisted of the tumor samples from 113 NSCLC patients enrolled in Kaohsiung Medical University Hospital from 1991 to 2007, with the Institutional Review Board's approval (KMUH-IRB-2011-0286). The histologic diagnosis of the specific type of lung cancer was made according to the recommendations of the World Health Organization (WHO) classification, and the tumor size, local invasion, lymph node involvement, distal metastasis and final disease stage were determined according to the 7th edition of the tumor, node, metastasis (TNM) staging system for lung cancer by the International Union Against Cancer and the American Joint Committee on Cancer.
Immunohistochemistry (IHC) and Patient Survival Analysis
The tissue sections or the tissue microarray samples (5 µm) were dewaxed and rehydrated. Antigen retrieval was performed by incubating the slides in 10 mM sodium citrate buffer (pH = 6.0) and microwaving the samples for 20 min. After blocking with 3% H 2 O 2 and 10% normal goat serum, the slides were incubated with rabbit polyclonal antibodies against TIP30 (1:400) at 4 • C overnight. The slides were then incubated with a biotin-conjugated anti-rabbit secondary antibody followed by an incubation with the polymer-horseradish peroxidase (HRP) reagent, using the ABC kit from Vector Laboratories (Burlingame, CA, USA). The peroxidase activity was visualized with a diaminobenzidine tetrahydroxychloride solution (Vector Laboratories). The sections were counterstained with hematoxylin.
For the immunohistochemistry (IHC) staining interpretation, the intensity of the staining signal was defined as follows: 0, no staining; 1, weak staining; 2, moderate staining; and 3, strong staining. All the patients were divided into two groups according to the IHC scores. The tumor samples with scores of 0 and 1 were defined as low IHC expression level and scores of 2 and 3 were defined as high expression. The survival curves were analyzed using the Kaplan-Meier method, and the Cox proportional hazard regression was used to examine the prognostic significance of the factors in the univariate and multivariate models. All the statistical tests were two-sided. P < 0.05 was considered significant. The analyses were performed using the SPSS (Statistical Package for the Social Sciences, version 13.0) software.
Results
Meta-Analysis Revealed Poor Association between TIP30 mRNA Expression and the Prognosis of Lung Cancer Patients
To evaluate whether the TIP30 expression level could be a biomarker for the disease progression of lung cancer, we first studied the correlation of TIP30 mRNA levels and the prognosis of lung cancer patients from the publicly available microarray datasets in the PrognoScan database. Among different cohorts and probes, heterogeneous results for the hazard ratio in relapse-free survival (Table 1 ) and overall survival (Table 2) were obtained. To confirm the clinicopathological role of the TIP30 mRNA expression level in NSCLC patients, we performed a meta-analysis using 3 microarray datasets with 11 probes for the relapse-free survival of lung cancer patients. The hazard ratio values for relapse-free survival were not significantly different between high TIP30 mRNA expression patients and low TIP30 mRNA expression patients (HR = 1.13, 95% CI = 0.94-1.34, P = 0.19, I 2 = 56%) ( Figure 1a) . Likewise, the data for the TIP30 mRNA expression were extracted from 9 microarray datasets with 34 probes for the meta-analysis of overall survival ( Table 2 ). The results revealed that the NSCLC patients with higher TIP30 mRNA expression showed worse overall survival than those with lower TIP30 mRNA expression (HR = 1.13, 95% CI = 1.10-1.33, P < 0.0001, I 2 = 8%) ( Figure 1b ). These results were not consistent with previous findings showing that TIP30 functioned as a tumor suppressor and inhibited metastasis. The meta-analysis of the TIP30 mRNA expression for the overall survival of NSCLC was performed by using 9 published microarray datasets encompassing 1325 NSCLC patients. 
The TIP30 Protein Expression Level is Not Determined by the mRNA Level in Human Lung Cancer Cell Lines
A previous study indicated that the protein expression of TIP30 could be regulated by miRNA-mediated epigenetic regulation [16] . Therefore, we hypothesized that the TIP30 mRNA expression level may not necessarily correlate with protein expression. Accordingly, we conducted a statistical comparison test between TIP30 mRNA and protein expression levels using a panel of 15 NSCLC cell lines, including squamous cell carcinomas (H157 and H520), adenocarcinomas (A549, H358, H441, H928, H1355, PC9, PC14, CL1-0 and CL1-5) and large-cell carcinomas (H460, H661, H1299 and PC13). We examined the TIP30 mRNA expression levels of the 15 NSCLC cell lines using qPCR and ranked them according to the mRNA expression level (Figure 2a) . In parallel, we determined the TIP30 protein expression level of 15 NSCLC cell lines by Western blotting and also ranked them according to the protein expression level (Figure 2b ). The ranking of the TIP30 mRNA expression in 15 cell lines (H928 > H1355 > PC9 > A549 > CL1-5 > H157 > H460 > PC14 > H441 > H1299 > CL1-0 > H358 > H520 > H661 > PC13) was not similar to that for the TIP30 protein expression level (H928 > H460 > H441 > H520 > H358 > A549 > H157 > PC9 > H1355 > CL1-5 > CL1-0 > H1299 > H661 > PC14 > PC13). Subsequently, we performed simple linear regression to determine the statistical correlation between the mRNA and protein expression level of TIP30. The result indicated that the correlation between the TIP30 mRNA and protein expression was weak (R 2 = 0.16) (Figure 2c ). This result suggested that the TIP30 protein expression may be regulated by a post-transcriptional mechanism in NSCLC cells. 
Down-Regulation of the TIP30 Protein Correlates with Poor Clinical Outcomes in NSCLC Patients
Since the TIP30 mRNA expression level was not consistent with its protein level, we were interested in understanding whether TIP30 protein expression can be used as a biomarker to predict the prognosis of NSCLC patients. A tissue microarray, which consisted of clinical tumor samples from 43 patients with stage I-II NSCLC and 70 patients with stage III-IV NSCLC, was subjected to IHC to examine the protein expression levels of TIP30 in the tumors. Detailed clinicopathological information for all of the patients is provided in Table 3 . The IHC staining signal of TIP30 was mainly distributed in the cytoplasm, but the nuclear location of TIP30 was also observed in some specimens. The staining intensity of TIP30 was scored on a scale from 0 to 3 (Figure 3a) . According to the scoring criteria, the patients were classified into a TIP30-low group (scores 0 and 1) and a TIP30-high group (scores 2 and 3). The TIP30 expression levels were significantly correlated with advanced stages (stage III-IV; P = 0.013), distal metastasis (M; P = 0.027), histological types (P = 0.016), and recurrence (P = 0.002) (Figure 3b and Table 3 ). 
Since the TIP30 mRNA expression level was not consistent with its protein level, we were interested in understanding whether TIP30 protein expression can be used as a biomarker to predict the prognosis of NSCLC patients. A tissue microarray, which consisted of clinical tumor samples from 43 patients with stage I-II NSCLC and 70 patients with stage III-IV NSCLC, was subjected to IHC to examine the protein expression levels of TIP30 in the tumors. Detailed clinicopathological information for all of the patients is provided in Table 3 . The IHC staining signal of TIP30 was mainly distributed in the cytoplasm, but the nuclear location of TIP30 was also observed in some specimens. The staining intensity of TIP30 was scored on a scale from 0 to 3 (Figure 3a) . According to the scoring criteria, the patients were classified into a TIP30-low group (scores 0 and 1) and a TIP30-high group (scores 2 and 3). The TIP30 expression levels were significantly correlated with advanced stages (stage III-IV; P = 0.013), distal metastasis (M; P = 0.027), histological types (P = 0.016), and recurrence (P = 0.002) (Figure 3b and Table 3 ). To accomplish a prognostic evaluation, we analyzed the follow-up clinical data of the NSCLC patients who were enrolled in this cohort. Univariate and multivariate analysis revealed that the TIP30 protein expression level was a significant and independent predictor of the progression-free and overall survival of NSCLC patients (Figure 3c and Table 4 ). In addition, the Kaplan-Meier survival analysis revealed that a lower TIP30 protein expression level was significantly correlated with worse progression-free survival (P = 0.001) and overall survival (P < 0.001) compared to the patients with a high level of TIP30 protein expression (Figure 3d ). The findings demonstrated that the TIP30 protein expression level is negatively correlated with the progression-free and overall survival of NSCLC patients. In other words, the TIP30 protein is a tumor suppressor and prognostic biomarker of NSCLC. To accomplish a prognostic evaluation, we analyzed the follow-up clinical data of the NSCLC patients who were enrolled in this cohort. Univariate and multivariate analysis revealed that the TIP30 protein expression level was a significant and independent predictor of the progression-free and overall survival of NSCLC patients (Figure 3c and Table 4 ). In addition, the Kaplan-Meier survival analysis revealed that a lower TIP30 protein expression level was significantly correlated with worse progression-free survival (P = 0.001) and overall survival (P < 0.001) compared to the patients with a high level of TIP30 protein expression (Figure 3d ). The findings demonstrated that the TIP30 protein expression level is negatively correlated with the progression-free and overall survival of NSCLC patients. In other words, the TIP30 protein is a tumor suppressor and prognostic biomarker of NSCLC. 
Discussion and Conclusions
In the era of precision medicine, the presence or absence of certain biomarkers or mutations may predict who may benefit from certain therapies and who may be a poor responder. An effective and reliable biomarker that can predict the prognosis of patients may benefit the therapeutic decision-making of physicians, and aid drug development. Since TIP30 was first identified as a tumor suppressor in hepatocellular carcinoma [42] , it has been considered as a biomarker for a variety of malignancies [9, 11, [13] [14] [15] 17, [43] [44] [45] . However, the association between TIP30 and the prognosis of NSCLC patients remains unknown. In our study, we showed that TIP30 protein expression was inversely correlated with the distal metastasis and recurrence of NSCLC patients. This result is consistent with a previous study showing that the downregulation of TIP30 expression promoted metastasis in lung cancer [29] . Furthermore, high TIP30 protein levels were associated with the good prognosis of NSCLC patients. Multivariate regression indicated that the expression of the TIP30 protein was an independent factor able to predict the progression-free survival and overall survival of the NSCLC patients. These data supported the finding that the TIP30 protein level may be a potentially prognostic biomarker of NSCLC.
In our cohort, the lower protein levels of TIP30 significantly correlated with a high risk of recurrence and the distant metastasis of NSCLC. This result is not consistent with our meta-analysis of 3 publicly available microarray datasets, which showed that the TIP30 mRNA expression level was not significantly associated with the relapse-free survival of NSCLC patients. It is worth noting that the enrolled patients in these microarray-based datasets were American in GSE17710, Japanese in GSE31210, and Korean in GSE8894. Although TIP30 polymorphism in distinct populations is unknown, several TIP30 mutants have been identified in the tumors of hepatocellular carcinomas [15] . Interestingly, some TIP30 mutants lose their native tumor-suppressor activity and gain oncogenic activity [15] . The result of the meta-analysis may be masked by the different TIP30 genotypes in individual populations. For future studies, a classification of NSCLC patients with different TIP30 genotypes may be required.
A number of reports have demonstrated that the decreased TIP30 expression in metastatic tumors might be regulated by epigenetic mechanisms, including miRNAs and the hyper-methylation of the TIP30 promoter [16, 17, 41] . The epigenetic silencing of TIP30 by DNA hypermethylation was associated with a poor prognosis in hepatocellular carcinoma patients [17] . Besides, previous studies confirmed that TIP30 was a direct miR-10b target, and higher miR-10b levels were associated with poor prognosis in esophageal carcinoma and pancreatic cancer patients [16, 41] . In the present study, we observed that the TIP30 mRNA expression level and the abundance of TIP30 proteins was not correlated in the 15 NSCLC cell lines. This result suggested that a post-transcriptional mechanism may be involved in TIP30 regulation in NSCLC cells and mRNA levels of TIP30 may not be a good biomarker for NSCLC patients. Comparatively, it is crucial to evaluate the association between the TIP30 protein expression level and the prognosis of NSCLC patients.
It has been shown that TIP30 harbors intrinsic dehydrogenases and kinase activity [46, 47] . However, TIP30 may regulate tumor development in an enzyme-activity-independent manner. A three-dimensional model of human TIP30 indicated that the TIP30 protein contains a α-helix protein docking domain near its amino terminus [48] , suggesting that TIP30 acts as a tumor suppressor by interacting with other proteins. TIP30 interacts with Importin, a protein located on nuclear membrane, and inhibits the nuclear translocation of a variety of transcription factors [49] . TIP30 negatively regulates the differentiation of oligodendrocytes by inhibiting the level of nuclear Olig1 [50] . In cancer, TIP30 promotes the migration and invasion of cancer cells by suppressing the nuclear translocation of Snail, an epithelial-to-mesenchymal transition inducer [6, 19] . Moreover, TIP30 directly binds to P53 and facilitates tumor development [8] . TIP30 retards the endocytic downregulation of EGFR protein, leading to the enhancement of downstream Akt signaling [43] . Consistent with the results from these mechanistic studies, our data supported the finding that the downregulation of the TIP30 protein was associated with a poor NSCLC prognosis.
The clinical value of the TIP30 protein to predict the prognosis of other cancers has been demonstrated by a meta-analysis [51] . Lower TIP30 protein predicted worse relapse-free survival and/or overall survival in esophageal carcinoma, laryngeal carcinoma, glioma, pancreatic carcinoma, breast cancer, gastric cancer, hepatocellular carcinoma and gallbladder carcinoma. Thus far, the association between TIP30 protein levels and the prognosis of NSCLC patients has not yet been determined. Only one study indicated that the TIP30 protein levels decreased in the primary tumors of lung cancer compared to its expression in the adjacent normal tissues, and its expression was even lower in metastatic tumors compared to its levels in primary lesions [29] . From a cohort of 113 NSCLC patients, we showed that the down-regulation of TIP30 was associated with worse progression-free survival and overall survival in NSCLC patients. It is worth noting that, the histological types and disease status of these NSCLC patients are diversified. Most of the histologic types in our cohort were adenocarcinoma (54%, n = 61), followed by squamous cell carcinoma (38%, n = 43) and large cell carcinoma (8%, n = 9). Besides, this cohort contained 43 patients at early stage (stage I and II) and 70 patients at advanced stage (stage III and IV). Future studies are required to clarify the prognostic role of TIP30 protein in each specific subgroup of NSCLC patients. To our knowledge, this is the first follow-up clinical cohort study to validate the prognostic role of TIP30 protein abundance in NSCLC patients.
In conclusion, we demonstrated that the protein expression, but not the TIP30 mRNA level, was associated with the prognosis of NSCLC patients. A low TIP30 protein expression level was associated with a poor NSCLC prognosis by a clinical follow-up cohort. Our study suggested that the TIP30 protein expression level can be a reliable diagnostic biomarker for NSCLC, thereby enlightening future studies targeting TIP30 in NSCLC cancer treatment. 
